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subject. LEPA Reg. s 11676-4: COTNION-M; Azinphos nethyl, Techuical.
keview of data.

we noted in our most recent review of this application (b. kittex,
10/3U/87) that certain mutagenicity data were beiny reviewed by Dr. Chen
of this Branch.

or. Chen's review is attached.

He concluded that Cotnion-in was non-mutagenic in an assay of Histidine
auxotrophs of Salmonella typhimurium (Ames Assay). The study was
unacceptable because of data deficiencies.
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DATA EVALUATION REPORT

Study TyPe: gene Mutatior im Bacteria Tox, CHEM, N0.: 374
Accespion Nog,: 402801.7 MRID HO,_:
Test Materiu): Cotnion-M (100% Purity)
(Gutkhicn)
Synonymz:

s Xumbe 3 MAK/141/AZX
Sponsor: MAKHTESHIM-AGAN (AMERICA) INC.
Testing Pecil)ity: Life Science Research Israsl Ltd., Ness Ziona, Israsl

Title of Revort: Assessment of Mutagenic Potential in Histidine Auxotrophs
of Salmonslla typhimurium (The Amss Test)

Author(s): z. Evenchik

Report Issusd: May 6, 1987

Comclusions:
Cotnion=M Was nonmitagemic to TA1535, TAlIS37, TAl538, TAlCO,
and TAG8 strains of Salmomella typhimurium either with or

without metabolic activation at the concantrations tesisd
(2 through 140 ug/plate),

Concentrations tested: 2, 10, 40, 80, and 160 ug/plate

Siassification of Data: Unacceptable

(Deficiency: reported results for determining <he
upper limit of Cotnion-M in this study were
inadequate)
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mitle of Revort: Assessment of Mutagenic Potentiel of Cotnion-w! in Histidine
Auxotrophs of Salmonella typhimurium (The Ames Test)
ISRI Report no.taK/1H1/AZN, May 6, 1987

I. Materials snd Methods

1. Test Material

The test material, Cotnion-M (100% Purity), was stored at -1’ C and protected
from light. Solutions Were made in DMSO and were freshly prepared for each
experiment.

Tast Organismg

Five histidine-requiring strains of Salmonella typhimurium (T41535, TA1537,
TA1538, TA100 and TA98), which were checked and confirmed for appropriate
amino acid requirexent end characteristic spontaneous raversion rate, were
provided by Dr. Bruce Ames in October, 1984,

Preliminary Toxicity Test

Six concentrations of the test material (2.5, 25, 125, €625, 1250 and 2500
ug/plate) were used in this study. All tubes were inoculated with an
overnight culture of strain TA98 (0.1 ml) and overlaid onto minimal msdium
plates. After 48 hours of incubation at ifO., the plates vere examined
for the numbar of revertants and the presence of a background lewn of
non-revertant colonies; toxicity of the test compound wes shown by the
decline in the number of spontanceus revertants or the absence/thinning
of the background lawn. The nighest dose level for this Ames test was
c¢hasen according to the results obtained in the preliminary toxicity test.

Pour-Plate Assay for Muisgenesis

The agsay was based on the plate incorporation method described by Ames et al.
(Azes et al,, Mutation Ras. 35: 3472364, 1975). The overnight cultures
provided approximately 2 X 10 organisms/ml vwhich were used as the stendard
bacterial suspensiona., The mutagenicity of Ootnion-M was evaluated by

the Ames test in tha presonce or absence of metabolic activation. Mutations
were gquantified on duplicate plates for each strain by counting ths His*
revertant coloniss after 48 hours of incubation on = selective agar ~late.
Appropriate positive conirol compound for each strain and solvent control
wWere run cocurrently with the test compound.

In-vitro Meiabolic Activation System

The mammalian metabolic activation system consisted of rat liver homogenate
(S=9) from phenobarbital sodium and 3-methylcholanthrens-treated male CD
rats and the cofactor solution described by imes et al (1975). The S-9 mix
(4%) cuntained the folloving components: S=9, 2 ml; 0.1} [aDP, 2 mlj; 14
glucose-6-phosphate, 0.25 =1; 0.l MgClo/1.65M KC1, 1 &d; O.1H Nad2T0h-
RasE=0l Buffer (pH T7.4), 25 ml; H20, 19.75 mle



6. Statistical Analysis 006526

If the compound is mutagenic, it would demonstrate st least two-fold
incresse of the number of revertant colenies over the control value
and algo exhibited a dose-related increase in the pumber of histidire
irdependent colonies.

II. Reportsd Resultg
l. Preliminary Toxicity Test (Table 1 attached)

Following the exposurs to am overnight TA98 culture with six concen*rations
of Cotnion-=M (2.5, 25, 125, 625, 1250, and 2500 ug/vlate) on a selective
zinimal agar plate for 43 hours at 37°C., inhibition of buscterial growth
observed as the dciline in the numbsr of spontanecus revertants or ths
absence/thimning of the background lawn was noted at 625, 1250, and 2500
ug/plate, Therefore, the highest dose level of CotnioneM sslected “or

the Amos Test vas determired io be 160 ug/plate with and without mestabolic
activatione.

2. Amos Test (Tables 2, 3, 4, 5, _and 6 attached)

Bo sigmificant increases in the number of revertent colonies (less <han 2=f21d)
over comcurrsat comtrol value were cbteined for any of the tester sirsins

following exposure to the tast compound (i.e., 2, 10, 40, 80 and 140 : >
either in the presence or absenca of S-9 n‘.!.x.. P . us/p1e%0)

IIT. Zvaluation and Ro—ccmmndatigg

1, The specific procedures for confirming the genotypes of TA1535, TAlS3Y,
TA1538, TAl0O and TA98 strains of Salmonella typhirmrium, which wers
based on the individual semsitivity test recommended by the Ames tes:,
are acceptable,

2. The spontaneous revertant colonies for each of the five tester streing of
Selzonella tyvhimurium are found within the normal ranges of revertant
colonies recommended by the Ames test (Ames et al., Mutation Res. 31:
347-364, 1975)

3« The sirain specific :ontrel compounda (h-nitro-o—phenylenedimine, sodium
azide and IUR-191) and the positive control (2-amineemthracene) to ensure
the efficacy of the activation system have given strongly the positive
responses as axpected,

4, Although the cytotoxicity of the test compound against TA98 culture wes
obgerved at 625 ug/plate in the reported preliminary toxicity tiest
(Table 1), there was no cytotoxicity evidenced eithsr by reducing ine
number of spontaneous revertants or by thinning the background lawn
at 160 ug/plate. Therefors, it is questioneble whether an appropriata,
upper limit of Cotnion-M (i.e., between 160 and 625 ug/plate) was chosen
for this study.

5e According +o the acceptable procedures for the Ames Salmonella/Mammslian
Microsome Mutagenicity Test recommended by EPA (EPA Health Zffect Te=%
Guidelines 56/€-83-001), the high-dose level of test materisl mist ds—
monstrate soms svidence of cytotoxicity in any of the treated cultures,
The study is unacceptable in the present form. However, the study r=y %
be upgraded on resclution of the reporting deficie‘ngy.
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Page__ is not included in thls copy.

Pages ,5 through Mz are not included.

The material not included contains the following type of
information:

_____ Identity of product inert ingredients.
Identity of product impurities.
Description of the product manufacturing process.
Description of quality control procedures.
Identity of the source of product ingredients.
Sales or other commercial/financial information.
—_ A draft product label. |
The product confidential statement of formula.
- Jnformation about a pending registration action.
‘¢f FIFRA registration data.

The document is a duplicate of page(s) .

The document is not responsive to the request.

The information not included is generally considered confidential
by product registrants. If you have any questions, please contact
the individual who prepared the response to your request.




